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Please add the following new claims: 



-58. A vector construct comprising a transcriptional regulatory sequence operably 
linked to a translational start codon, a secretion signal sequence, an epitope tag, a 
sequence-specific protease site, and an unpaired spice donor site. 



59. The vector construct of claim 58, wherein said construct further compr 
more amplifiable markers. 



ises one or 



60. The vector construct of claim 58, wherein said transcji^ional regulatory sequence 
is a promoter. 

61. The vector construct of claim 60,^her^i said promoter is a viral promoter. 

62. The vector construct olN><WJm 6j, wherein said viral promoter is a 
cytomegalovirus immediate early gene pw^oter. 

63. The vector construp/of claim 6 1 , wherein said promoter is a non-viral promoter. 

64. The vector c0hstruct of claim 6 1 , wherein said promoter is an inducible promoter. 

65. A ceU/tontaining the vector construct of claim 58. 

66. A cell containing the vector construct of claim 59. 



67. The cell of claim 65, wherein said vector construct has integrated into the cellular 



genomd 
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68. The cell of claim 66, wherein said vector construct has integrated into the celh 
genome. 

69. The cell of claim 67 or 68, wherein an endogenous gene is over-expi^ssed in said 
cell by upregulation of the gene by said transcriptional regulatory sequen9e on said vector 
construct. 




70. The cell of claim 65, wherein said cell is an isolated 

71. The cell of claim 66, wherein said cell is an isc^ated cell 

72. A method for making a host cell/co|?ip|ising introducing the construct of claim 
58 into a cell. 

73. A method for producing a|/ expression product of an endogenous cellular gene or 
portion thereof comprising: 

(a) introducineHie construct of claim 58 into a genome-containing cell; 

(b) integrating said construct into the genome of said cell by non-homologous 
recornoination; and 

(c) ove^^expressing said endogenous gene in said cell. 

74. The nlethod of claim 73, wherein said over-expression is accomplished in vitro, 

75. /The method of claim 73, wherein said over-expression is accomplished in vivo, 

76/ The method of claim 73, further comprising isolating said expression product 
from said cell. 
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77. A cell library comprising a collection of cells transformed with the construct/f 
claim 58, wherein said construct is integrated into the genomes of said cells by non-homo;0^us 
recombination. / 

78. A method of obtaining a gene product from a library of/dls comprising 
screening the library of claim 77 for expression of said gene product, seleptiiig from said library 
a cell that over-expresses said gene product, and obtaining said gene^tUict from said selected 
cell. 

79. A method for producing an expression ^o^oi an endogenous cellular gene 
comprising: 

(a) introducing a vector con(pr^ a transcriptional regulatory sequence 
operably linked to a seeT^ioriVsignal sequence and an unpaired splice 
donor sequence into a 

(b) integrating said Wor into the genome of said cell by non-homologous 
recombination; / 

(c) over-expressi4 an endogenous gene or a portion thereof in said cell by 
upregulati<3n of said gene by said transcriptional regulatory sequence; 

(d) screem/g said cell for over-expression of said endogenous gene or portion 
thereof; and 

(e) cjdturing said cell under conditions favoring the production of the 
/expression product of said endogenous gene or portion thereof by said 

/ cell. 

80. Ae method of claim 79, further comprising isolating said expression product. 
817 A method for over-expressing an endogenous gene in a cell in vivo, comprising: 
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(a) 

(b) 

(c) 

(d) 
(e) 



introducing a vector comprising a transcriptional regulatory sequence intO/ 
a cell; 

integrating said vector into the genome of said cell by non-homo>4ous 
recombination; 

over-expressing an endogenous gene or a portion thereofX' said cell by 
upregulation of said gene by said transcriptional regulatpfy sequence; 
screening said cell for over-expression of said endog^ous gene; and 
introducing said isolated and cloned cell into a/^nimal under conditions 
favoring the overexpression of said endogen^ 



82. A method for producing an expres ijon 
vivo, comprising 



(a) 

(b) 

(c) 

(d) 
(e) 




; gene by said cell in vivo. 



of an endogenous cellular gene in 



introducing a vector comprising a transcriptional regulatory sequence 
operably linked to arfunpaired splice donor sequence into a cell; 
integrating sai^ vector integrate into the genome of said cell by 
non-homolo^us recombination; 

over-expp6ssing an endogenous gene or a portion thereof in said cell by 
upregjfdation of said gene by said transcriptional regulatory sequence; 
screening said cell for over-expression of said endogenous gene; and 
introducing said isolated and cloned cell into an animal under conditions 
avoring the overexpression of said endogenous gene by said cell in vivo. 



^' ^^ 83. 



'^^^ meth od of any one of claims 79. 81 or 82 . wherein c^,H trfms^riptional - 
regulatoiy. sequOTcels^ promoter. 



84. The method of claim 83, wherein said promoter is a viral promoter. 



85. The method of claim 84, wherein said viral promoter is the cytomegalovi 



ovirus 
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immediate early promoter. 



86. The method of claim 83, wherein said promoter is a non- viral promoter. 



87. The method of claim 83, wherein said promoter is inducible. 



\ 88. The method of any one of claims 79, 81, or 82, further comprising 
double strand breaks into the^geaQmi^^NA-Of^air^dT^rior to or ^hi^neously with 




mtegra 




89. The method of claim 72, further comprising introducing double strand breaks 
the genomic DNA of said cell prior to or simultaneously with integration of said v 



90. The method of claim 73, fiirti^^ introducing double strand breaks into 

the genomic DNA of said cell pnopt«-t5f1i4Jtaneodsly with integration of said vector. 



9U--^ 



gene expression product produced by the method of any one of claims 79, 81, 



^n^jL^^— ^92. 

lines 



The method of any one ofclaims 79. 8 Loi.-&a-A^.>.=.^;«-^«ua^tor construct 



93. A method for producing an expression product of an endogenous gene inj.-GeH^ 
comprising: 

(a) introducing a vector compr|pinga:;tiai^^ regulatory sequence into 
at least one isolate^geil5iTi|-contaimng cell; 

(b) integratiflf^id vector into the genome of said cell by non-homologous 
recombination; 
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(c) 

(d) 
(e) 



over-expressing an endogenous gene or a portion thereof in said cell 
upregulation of said gene by said transcriptional regulatory sequence;^ 
screening said cell for over-expression of said endogenous gene; ajjfl 
culturing said cell in reduced serum medium. 



94. 



introducing a vector comprising a transcriptional regufetory sequence into 



A method of protein discovery comprising: 
(a) 

at least one isolated genome-containing cell; 

integrating said vector into the genome of saj/ cell by non-homologous 
recombination; 

culturing said cell in reduced serum me^fum under conditions that allow 
over-expression of an endogenous ger/or a portion thereof in said cell by 
upregulation of said gene /by said transcriptional regulatory sequence, 
thereby producing cell-con&tiojied Jedia; and 

screening said cell-conditMi^ nJ^ia for the presence of the expression 
product of said gene on p^ion therebf 



(b) 
(c) 



(d) 



95. The method of claim 94, |ifrther comprising concentrating said cell-conditioned 
media prior to screening in (d). 

96. The method of any^/ne of claims 93-95, wherein said method comprises a high- 
throughput assay. 



97. A method fa/ producing an expression product of an endogenous cellular 



gene 



comprismg: 



(a) introducing a vector comprising a transcriptional regulatory sequence into 



cell; 



(b) / integrating said vector into the genome of said cell by non-homologous 
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(c) 

(d) 
(e) 

(f) 



recombination; 

over-expressing an endogenous gene or a portion thereof in sajd-€'ell by 
upregulation of said gene by said transcriptional regulatoi>S^ence; 
screening said cell for over-expression of said endogenous gene; and 
culturing said cell umfcr-Qonditions fayoring^the production of the 
expression product of ^aid endog^noirg^ne by said cell; and 
isolating said expression ppmt from a cell mass equivalent to at least 
10 liters of cells at IQ^Jps/mU 



98. The methodof>ify of claims 93-95 and 97, wherein said vector further 
one or more amplifiabl&^rkers. 



comprises 



The method of any of claims 93-95 and 97, wherein said vector further 
an ujfpaired splice donor site. 



comprises 



^ ^m. The method of any one of claims 76, 79, 81, 82, 93-95, and 97, wherein 

111 endogenous gene encodes a transmembrane protein. 



101. The method of either of claims 8 1 
said cell prior to introducing saifl-eeHTnto an animal 





comprising isolating and cloning 



The method of either of claims 81 or 82, wherein said animal is a mammal. 



1 03. The method of claim 1 02, wherein said mammal is a human. 



104. 



A method for activating expres^si^ from an endogmsus^^V&np^^^. 
(a) introducing into a chj 



le-containing host cell a vector suitable for 



Tingan endogenous gene; 



